ABSTRACT. Rabies virus (RABV), canine distemper virus (CDV), canine parvovirus type-2 (CPV-2), and canine influenza A virus (CIV) are important contagious pathogens in canine populations. To assess post-vaccination immunity against RABV, CDV and CPV-2, and serological evidence of exposure to influenza A virus in military working dogs (MWDs) in Korea, we tested blood samples of 78 MWDs by fluorescent antibody virus neutralization (FAVN) for RABV, and by commercially available enzyme-linked immunosorbent assay (ELISA) for CDV, CPV-2, and CIV. Korean MWDs had high antibody-positive rates against RABV (97.4%, ≥0.5 IU/ml), CDV (94.8%), and CPV (100%). All dogs tested seronegative (0/78; 0%) for influenza A virus. Two 1-year-old dogs stationed in known rabies outbreak areas (Gangwon and Gyeonggi) exhibited VNA titers below the protective level (0.06 and 0.29 IU/ml, respectively). The breed and sex of MWDs were not significantly associated with antibody titers for RABV, CDV, or CPV; however, age was significantly associated with CPV antibody titers, while region of residence was associated with CDV antibody titer. Taken together, the data presented here provide important insights necessary for post-vaccination management and control of infectious diseases in MWDs.
doi: 10.1292/jvms. from diarrhea samples of puppies, the virus has since been supplanted by new genetic and antigenic variants CPV-2a, CPV-2b, and CPV-2c in many countries worldwide [9, 21] . Although many researchers have suggested that CPV vaccines developed using the original CPV-2 or CPV-2b strains can confer protective immunity against the current variants, cross-protection between original and variant CPVs remains a controversial topic [9, 21] . However, despite these disagreements, widespread immunization using existing vaccines remains an essential tool for the prevention of these diseases [5, 26, 35] .
CIVs are differentiated into two subtypes, the North American H3N8, which originated from horses, and the Asian H3N2, which originated from birds [15, 23, 28, 33] . A retrospective serological study of the H3N2 virus has suggested the virus was first introduced in Korea as early as 2005 [16] . Other Korean cases include the H3N2 virus isolated from a dog with severe respiratory symptoms in 2007, and a reassortant H3N2 containing the M gene of the pandemic H1N1 in 2012 [22, 33] . Dogs are considered both a susceptible host, capable of infection by a wide variety of influenza viruses of equine, avian, and even human origin, as well as an intermediate host capable of spreading the virus due to their close contact with humans [12, 15, 23, 27] . Vaccination and monitoring for influenza virus infections in dogs is therefore needed to prevent the emergence of novel influenza viruses [23] .
Due to their highly specialized lifestyle, military working dogs (MWDs) may represent both an important reservoir for viral infections of military service members, as well as potential victims of disseminated disease. To control disease outbreaks and protect MWD populations, regular vaccinations against RABV, CDV and CPV-2 were performed in accordance with standard guidelines except CIV [34] .
To date, studies examining the seroprevalence of tick-borne infections and antibiotic resistance, as well as the genetic relatedness of Enterococcus sp. isolated from MWDs in Korea have been reported [2, 4] . However, there have been no serologic studies regarding the effectiveness of RABV, CDV, and CPV-2 vaccination, or CIV infection rates in MWDs in Korea.
The objective of this study was to evaluate seropositivity against RABV, CDV, CPV-2, and CIV in the Korean MWD population. We obtained blood samples from 78 MWDs and evaluated them for detection of protective antibody levels against RABV by fluorescent antibody virus neutralization (FAVN), antibodies formation against CDV and CPV, and serologic evidence of exposure to influenza A virus by a commercially available enzyme-linked immunosorbent assay (ELISA).
MATERIALS AND METHODS

Serum samples
Blood samples from 78 MWDs trained in the Korean military working dog training center were collected in June 2015 to investigate the antibody titer levels against RABV, CDV, CPV, and CIV. The initial puppy vaccinations and annual revaccinations have been administered in all MWDs against RABV, CDV and CPV-2 except CIV. Of the 78 dogs investigated in this study, 40 were from Gangwon province, 11 were from Gyeonggi province, 5 were from Incheon, 4 were from Chungbuk, 3 each from Gyeongbuk and Chungnam provinces, 2 each from Gyeongnam province, Seoul, and Sejong, and 1 each from Jeonnam, Jeonbuk province, Gwangju, Daegu, Daejeon, and Busan ( 
FAVN test for RABV
Viral neutralizing antibody (VNA) titers against RABV were determined by FAVN test using standards set forth by the World Organization for Animal Health (OIE). Briefly, three-fold dilutions of each serum sample were serially conducted in four wells. WHO reference serum was diluted to 0.5 IU/ml for use as a positive control. Stock CVS-11 virus was prepared as 100 TCID 50 /50 µl, and 50 µl of diluted virus was added to each well. Samples were then incubated at 37°C for 1 hr, after which 50 µl of BHK-21 cells suspension (4 × 10 5 cells/ml) was added to each well. Microplates containing a mixture of sera, virus, and cells were then incubated at 37°C in a humid incubator with 5% CO 2 for 48 hr. Afterwards, the medium was removed, and the cells fixed in 80% cold acetone for 30 min. Cells were then incubated with RABV-specific monoclonal antibody and stained with FITCconjugated goat anti-mouse IgG (KPL, Gaithersburg, MD, U.S.A.). Fluorescence was observed under a fluorescence microscope and the results of each well were recorded. 
ELISA test for CDV, CPV, and influenza A virus
All sera of MWDs were tested for detection of antibodies against CDV, CPV, and influenza A virus by ELISA. The ELISA tests were conducted using commercially available ELISA kits including the Ingezim Moquillo IgG kit (Ingenasa, Madrid, Spain), Ingezim Parvo Canino kit (Ingenasa), and influenza A virus kit (Bionote, Hwaseong, Korea) according to the manufacturers' instructions. The Moquillo IgG kit detects IgG antibodies against CDV using a microplate coated with a CDV recombinant protein.
The CPV-like particles-coated microplates of the Parvo Canino kit are used for detection of antibodies to CPV in dog serum. In these tests, 100 µl of sample and control sera were added to the test plates, and incubated for 10 min at room temperature. After washing, the microplate was incubated with 100 µl of conjugate for 10 min and read at 450 nm. For the CDV and CPV assays, presence of color was indicative of antibodies against virus in the sera. The antibody titers [Y (titer)=54 (e 4X ), X=S/P (sample OD/ positive control OD) ratio] to CPV were calculated according to the manufacturers' instructions. In contrast, the influenza A ELISA works by competitive hybridization, with the absence of color signifying the presence of antibodies against influenza A virus.
Statistical analysis
Statistical significance was assessed by one-way analysis of variance (ANOVA) for age, region, and breed, and a two-tailed t-test used for comparisons between two groups such as sexes and specific regions (Gyeonggi and Gangwon provinces). All comparisons were performed using GraphPad Prism software (Version 7.0), with P values <0.05 considered statistically significant.
RESULTS
VNA titers against RABV in MWDs
To investigate seropositivity rates of MWDs against RABV in Korea, blood samples from 78 MWDs born between 2001 and 2014 were obtained from a Korean MWD training center in 2015. Of these 78 dogs, only two dogs, both born in 2014, exhibited VNA titers (0.29 and 0.06 IU/ml) lower than protective level (0.5 IU/ml); all other dogs (76/78; 97.4%) showed RABV antibody titers ≥0.87 IU/ml, well above the protective threshold (Table 1) . No significant differences in mean VNA titers were observed between age groups (1, 2, 3, 5, 6, 7 and 9-year-old groups, minimum four individuals per group; P=0.5705). MWDs originated from 15 regions of Korea (Gangwon, Gyeonggi, Gyeongnam, Gyeongbuk, Jeonnam, Jeonbuk, Chungnam, Chungbuk, Seoul, Sejong, Incheon, Gwangju, Daegu, Daejeon, and Busan) (Fig. 1) . Of these areas, the two dogs found to have VNA titers below the protective threshold were working in Gangwon and Gyeonggi provinces (0.06 IU/ml and 0.29 IU/ml, respectively; Table  2 ). Further analysis revealed no significant difference in mean values of VNA titers according to region (Gangwon, Gyeonggi, Chungbuk and Incheon, n≥4, P=0.0813); however, comparisons of mean VNA titers between endemic rabies provinces (Gyeonggi and Gangwon) revealed that the mean titer of dogs working in Gyeonggi was significantly lower than that of Gangwon (Gangwon, n=40; Gyeonggi, n=11; P=0.0296) (data not shown).
Of the five breeds included in this study (BM, GS, KJ, LR, and SN), RABV VNA titers below the protective level (0.5 IU/ml) were found in two breeds, GS and LR. Male dogs were more common in our study (49/78; 62.8%), though sex was not associated with sub-protective VNA titers, with one male and female in this group (0.06 IU/ml and 0.29 IU/ml, respectively). Comparisons of mean VNA titers according to breed (BM, GS, and LR) and sex revealed no significant differences between groups (breed, P=0.5984; sex, P=0.1718) (data not shown). 
Detection of antibodies for CDV in MWDs
Serological testing for the detection of antibodies against CDV was conducted using a commercially available ELISA kit. In total, 74/78 (94.8%) dogs were seropositive for antibodies against CDV. Despite the annual vaccination, four dogs, a 5-year-old female GS and a 1-year-old female LR residing in Gyeonggi, along with two 6-year-old male GSs residing in Gyeongnam and Chungbuk, tested negative for CDV antibodies. ELISA results revealed no significant differences in CDV antibody levels between age groups (1-3, 5-7 and 9-year-old groups, n≥4; P=0.292). Comparisons of CDV antibody levels across four regions (Gangwon, Gyeonggi, Chungbuk and Incheon, n≥4) showed significant differences in mean antibody titers according to region (P=0.0028; Fig. 2A ). Further comparisons of mean CDV antibody titers between Gyeonggi (n=11) and Gangwon (n=40) provinces revealed that the mean titer of dogs working in Gangwon was significantly higher than that of Gyeonggi (P=0.0117; Fig. 2B ). In contrast, no significant differences were evident between breeds (BM, GS, and LR) or sexes (P=0.2076 and P=0.1654, respectively) (data not shown). a) Viral neutralizing antibody (VNA) titers against rabies virus were determined by fluorescent antibody virus neutralization (FAVN) test. The protective VNA titers more than 0.5 IU/ml were indicated as seropositive against RABV. b) The VNA titers of 2 dogs working in Gangwon (0.06 IU/ml) and Gyeonggi (0.29 IU/ml) was lower than protective level (0.5 IU/ml). 
Detection of antibodies against CPV and influenza A virus
Next, ELISAs were performed using commercially available kits for detection of antibodies against CPV and influenza A virus. All MWDs were seropositive against CPV (78/78, 100%). However, despite seropositivity in all animals, we did observe significant differences in CPV antibody titers between age groups (1-3, 5-7 and 9-year-old groups, n≥4; P=0.04), with titers decreasing with age in 1 to 9-year-old dogs (P=0.015 by one-way ANOVA for linear trends; Fig. 3 ). Differences in CPV titers according to region, breed, and sex were not significantly different (P=0.7917, P=0.4518, and P=0.4636, respectively) (data not shown). In contrast to CPV, all dogs were seronegative for influenza A virus (0/78, 0%).
DISCUSSION
RABV, CDV, and CPV-2 are highly fatal and contagious viral agents affecting dogs. The rabies vaccine is effective at preventing dog-mediated rabies, the source of >95% of all human cases, while vaccination against CDV and CPV-2 significantly decreases the spread of these diseases in canine populations [5, 14, 19, 35] . CIV is either equine or avian in origin, and is considered an important epizootic agent due to the probability of emergence of novel viral strains as a result of reassortment between human and canine viruses [23] .
Serological assays are useful tools for assessing post-vaccination immunity against RABV, CDV, and CPV-2, and can provide evidence of exposure to influenza A virus [1, 8, 11, 16, 26] . Proactive surveillance for antibody formation may therefore represent an important part of routine health screenings, ensuring adequate defense against viral infections for both MWDs and military service members. In this study, we obtained blood samples from 78 MWDs and screened for viral antibodies against RABV, CDV, CPV, and influenza A virus to assess post-vaccination immunity and viral exposure in these animals.
Protective VNA titers against RABV were detected in nearly all WMDs (76/78; 97.4%), well above the 70% immunization coverage considered necessary to contain rabies outbreaks in dog populations [7] . Based on these data, it is believed that most MWDs possess antibody levels capable of defending against a subsequent RABV exposure. Age, region, breed, and sex of MWDs were not significantly associated with the level of protective antibody responses against RABV in this study; however, two young dogs, both ~1-year-old, exhibited VNA titers below the protective threshold in spite of vaccination. While mean VNA titers were not significantly different between age groups in this study, protective antibody titers ≥0.5 IU/ml were consistently observed in older dogs by previous study [26] . Such an observation is not surprising, given that the number of vaccinations is strongly related to antibody titer [6, 18, 26] . Together, these data suggest that greater focus needs to be placed on ensuring VNA formation reaches protective levels following vaccination in young dogs.
Although no significant difference was revealed in mean values of VNA titers according to region, the mean titer of MWDs in Gyeonggi was significantly lower than that of Gangwon. Animal rabies consistently occurred in Gangwon by 2012, unlike Gyeonggi. But, the most recent cases were detected in Gyeonggi in 2012 and 2013. Therefore, we need to pay attention to vaccination of livestock including MWDs in Gyeonggi province. In addition, the two dogs exhibiting VNA titers below the protective threshold were both stationed in known rabies outbreak areas, Gangwon and Gyeonggi provinces. As RABV exposure is typically higher in known outbreak areas due to increased contact with wild animals, a thorough vaccination program in combination with serological validation is necessary for each MWD in Gangwon and Gyeonggi provinces.
CDV and CPV-2 vaccines are regularly administered alongside the rabies vaccine in MWDs, in accordance with standard vaccination guidelines [34] . In this study, we observed high seropositivity rates against both CDV (94.8%) and CPV (100%). These antibody-positive rates are considered high enough to protect against viral infections via herd immunity [35] , and may negate the need for annual revaccination due to the high seroprevalence against these pathogens [20, 36] . In the present study, neither breed nor sex were significantly associated with antibody titers to CDV or CPV, in agreement with previous reports [20, 36] . However, we did see a significant association between CDV antibody titer and region of residence, as well as CPV antibody titers and age. While previous report has suggested that antibody retention for CDV was positively associated with age by vaccination or environmental exposure [35] . However, others have suggested that age was not significantly associated with the CDV antibody titers in vaccinated animals [20, 26, 30, 36] , consistent with the results presented here. In contrast, comparisons of CDV antibody levels showed significant differences according to region (Gangwon, Gyeonggi, Chungbuk and Incheon). Furthermore, the mean titer of dogs working in Gangwon was significantly higher than that of Gyeonggi. As seropositive rates against CDV in wild raccoon dogs were 97.2 and 63.6% in Gangwon and Gyeonggi provinces, respectively [38] , this seems to be due not only to the vaccine effect but also to environmental exposure. In the case of CPV, Twark and Dodds (2000) showed that age was not significantly related to antibody responses against CPV, regardless of breed or sex [36] . However, other studies have reported that antibody titers to CPV were higher in younger animals, consistent with the findings presented here [20, 26, 35] . It has been suggested that high antibody formation against CPV in younger dogs was attributable to more active cell division and stronger immune responses in young individuals [13, 35] .
The small number of MWDs included in our study represents a significant divergence from the more general dog populations used in other studies, making direct comparisons more difficult. Regardless, our data show that persistent monitoring of risk factors including age and region of residence, and serological testing following vaccination are strongly recommended in MWDs group. In our previous study, seropositive rates against CDV (89.4%) and CPV (24.5%) are high in wild raccoon dogs in both provinces, the likely exposure to these viruses is significant [38] . Therefore, routine vaccination may represent an important defense against viral transmission from MWDs to the surrounding wildlife, providing an added level of protection against infection [5] .
In Korea, H3N2 CIV was introduced as early as 2005, with positive identification in dog achieved in 2007. Subsequent reassortment of the H3N2 virus to incorporate the M gene of the pandemic H1N1 strain first appeared in 2012 [16, 22, 33] . Although two commercially available H3N8 CIV vaccines and one conditionally approved H3N2 CIV vaccine have recently been developed [23] , the CIV vaccine is generally not administered to MWDs to protect against CIV infection. This lack of vaccine-based immunity means that it is reasonable to think that MWDs exposed to CIV may have seroconverted. However, such a phenomenon was not appeared in the data, with all 78 dogs (0%) testing negative for influenza A virus antibodies. Such a result seems to indicate that there have been no active influenza A virus infections affecting the Korean MWD population prior to June 2015.
In conclusion, Korean MWDs were able to achieve high antibody-positive rates against RABV, CDV, and CPV via routine vaccination, while remaining seronegative for influenza A virus. Two 1-year-old dogs stationed in known rabies outbreak areas showed VNA titers below protective levels. Neither breed nor sex were significantly associated with antibody titers to RABV, CDV, or CPV. In contrast, age was significantly associated with CPV antibody titers, while region of residence was associated with CDV antibody titer. Taken together, the results presented here may help to inform future infection control efforts and post-vaccination management strategies for MWDs.
